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Nucleotide vector comprising at- least one gene or 
one complementary DNA coding for at least a portion of 
a virus, and a promoter providing for the expression of 
such gene in muscle cells. The gene may be the S gene 
of the hepatitis B virus. 

A vaccine preparation containing said bare DNA is 
injected into the host previously treated with a 
substance capable of inducing a coagulating necrosis of 
the muscle fibres. 
Figure 1 
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NUCLEQTTDE VECTOT? . COMPO.qTTTnN cokttatntk tg such v^rrnp 

AND VACCINF, FOR TMMTTNT^AT T ON ar,AT\T.c; T HRPATTTTfi 

I 

The present application relates to a vector for 
. immunization against hepatitis. • 

It is also related to a composition containing 
this vector. 

Immunization by injection of bare DNA into muscle 
tissues has been the object of several studies since 
the beginning of the 1990s. 

Thus, ULMER et al . (Science, 259, 1745-1749, 1993) 
obtained protection against the Influenza virus by 
induction of the cytotoxic T lyir.phocytes through 
injection of a plasmid coding for the Influenza A 
nucleoprotein into the quadriceps of mice. The plasmid 
used carries either the Rous sarcoma virus promoter or 
the cytomegalo virus promoter. 
^5 RAZ et al. {Proc. Natl. Acad. Sci. USA, 90, 4523- 

4527, 1993) injected vectors comprising the Rous 
sarcoma virus promoter and a gene coding for 
interleukin-2, interleukin-4 or the pl-type 
transforming growth factor (TGF-pl) . The humoral and 
20 cell immune responses of the mice to which these 
plasmids have been intramuscularly administered are 
improved . ^ 

WANG et al. (Proc. Natl. Acad. Sci. USA, 90, 415S- 
4160, 1993) injected a plasmid carrying a gene coding 
25 for the envelope protein of the HIV-l virus into mice 
muscles. The plasmid injection was preceded by 



treatment with bupivacaine in the same area of the 
muscle. The authors demonstrate the presence of 
antibodies capable of neutralizing the HIV-1 virus 
infection. However, it will be noted that DNA was 
injected twice a week for a total of four injections. 

DAVIS et al. (Compte-Rendu du 28eme - Congres " 
Europeen sur le muscle, Bielefeld, Germany, 21-25 
September 1992) injected plasmids carrying a lucif erase 
or p-galactosidase gene coding by pretreating the 
muscles with sucrose or a cardiotoxin. The authors 
observed the expression of luciferase or P- 
galactosidase . 

More, recently, an article published in Science et 
Avenir (September 1993, pages 22-25) indicates that 
WHALEN et DAVIS succeeded in immunizing mice against 
the hepatitis B virus by injecting pure DNA from the 
virus into their muscles. Ah initial injection of snake 
venom toxin, followed 5 to 10 days later by a DNA 
injection, is generally cited. It is specified that 
this is not a practical method. 

These studies were preceded by other experiments 
in which various DNAs v/ere injected, in particular into 
muscle tissues. Thus, the PCT/US application N^ 90/01 
515 (published under N° WO-90/ll 092) discloses various 
plasmid constructions v;hich can be injected in 
particular into muscle tigsues for the treatment of 
muscular dystrophy. However, this document specifies 
that DNA is preferentially injected in liposomes. 

This also applies to Canadian patent CA-3S2.956 
(published under N° 1.169.793) which discloses the 



intramuscular injection of liposomes containing DNA 
coding in particular for HBs and HBc antigens. The 
results described in this patent mention the HBs 
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antigen expression. The presence of anti-HBs antibodies 
was not investigated. 

International application - PCT/FR 92/00 898" 
(published under N° WO-93/06 223) discloses viral 
vectors which can be conveyed to target cells by, blood. 
These vectors are thus recognized by the cell 
receptors, such as the muscle cells, and can be used in 
the treatment of muscular dystrophy or of thrombosis. 

This application does not relate to immunization 
against ..viruses such as, for example, that of 
hepatitis B. 

Thus, it arises from the state of the art cited 
that although immunization techniques against hepatitis 
by injection of bare DNA- are already known, these 
techniques had many disadvantages which made their 
implementation impractical. 

Furthermore, the bare DNA used to vaccinate the 
mice was pure DNA from the virus. This type of 
treatment can not be considered for human vaccination 
due to the risks involved for the patients. 

Finally, the earliest experiments in which the 
injected DNA is contained in liposomes did not 
demonstrate any immune response. 

The applicant has therefore aimed at discovering 
new vector constructions allowing immunization against 
hepatitis without having a detrimental effect on human 
health. 
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He has further aimed at finding an additive for 
compositions containing the constructions which would 
allow an effective degeneration of muscle tissue before 
the DNA injection, and compatible with the requirements 
5 of human health. 

"The applicant has surprisingly shown "that it is" 

possible to achieve an effective and durable level of 
antibodies much greater than the level permitting to 
obtain in man an efficient and durable immune 

0 protection against infection by the hepatitis virus, by 
administering by intramuscular injection a vector with 
defined construction, and a substance capable of 
inducing .a coagulating necrosis of the muscle fibres. 

The present application thus relates to a 

5 nucleotide vector comprising at least: 

- a gene or a complementary DNA coding for at 
least a part of the virus protein, and 

- a promoter allowing the expression of this gene 
in muscle cells. 

0 Said vector may not replicate in these cells. 

It may also be replicative, allowing to obtain a 
high number of copies per cell and to enhance the 
immune response. 

The vector is also chosen in order to avoid its 
5 integration into the cell's DNA, such integrations 
being known to activate thp oncogens and induce cell 
canceration. 

The vector according to the present invention is 
advantageously a plasmid of partly bacterial origin and 
0 notably carrying a bacterial replication origin and a 



gene allowing its selection, such as a .gene for 
resistance to an antibiotic. 

This vector may also be provided with a 
replication origin allowing it to replicate in the 
5 muscle cells of its host, such as the replication 
origin of the bovine papilloma virus r ^ 

The gene or the complementary DNA included in this 
vector advantageously codes for a structure protein of 
a virus but it can also code for a regulatory protein. 

^0 The gene or complementary DNA carried by this 

vector -can code for a least a portion of a hepatitis 
virus protein, in particular hepatitis B, and 
preferentially the protein HBs, in one of its forms S, 
S-preS2 or S-preS2-preSl, in which case the gene is 

15 gene S. 

The virus may also be responsible for another 
hepatitis such as a hepatitis A or of a non-A, non-B 
hepatitis, such as a hepatitis C, E or delta. 

The gene or protein sequences for these hepatitis 
20 viruses are described or may be deduced from the 
following documents: 

patent FR-79 21 811, patent FR 80.09.039, 
patent EP-81.400.634, patent FR 84.03.564, 
patent EP 91.830.479 and the article by Najarian 
25 et al. (Proc. Natl. Acad. Sci. USA, 1985, 82, 

2627-2631) . 

The vector may also include genes coding for at 
least a portion of the gpl60 protein of HIV-1 virus 
associated with the p25 protein, and/or the p55 
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protein, and/or' the pl8 protein or at least a gene 

coding for the Rev protein of HIV-1 virus. 

The vector may also include instead of a virus 
* 

protein, a protein from a pathogenic micro-organism 
such as a protein from the bacterium causing 
diphtheria, whooping - cough,- -listeriosis , the tetanus 
toxin etc. 

The promoter carried by this vector is 
advantageously the promoter for the cytomegalovirus 
(CMV) . It may however be any other promoter which 
allows -the efficient expression of the gene in the 
muscle cells . 

It may thus be: 

- an internal or endogenic promoter, that is a 
promoter of the virus from which the gene is taken; 
such a promoter may be corr^pleted by a regulatory 
element of the muscle or another tissue, in particular 
an activating element, 

- a promoter from a gene of a cytoskeleton 
protein, in particular desmine as described by BOLMONT 
et al, (Journal of submicroscopic cytology and 
pathology, 1990, 22, 117-122) et ZHENLIN et al . (Gene, 
1989, 78, 243-254) , 

- the promoter from the virus HBV surface genes. 
Generally, the promoter may be heterologous to the 

host, that is not naturally found in the host, but it 
is advantageously homologous, while being originally 
active in a tissue other than the muscle tissue. 
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In addition to the promoter, the vector may 
include , a terminal transcription sequence, situated 
downstream of the gene. 

Such vector may be the pCMV/HBS or pRCCMV-HBS 
plasmid, having the SEQ ID N°l sequence, filed under 
N^I-137.0„.with the...Collection Nationale des Cultures des- 
Micro-organismes de I'Institut Pasteur (CNCM) on 21 
October 1993, 

It may also be the pRSV/HBS plasmid filed under 
N°I-1371 with the CNCM on 21 October 1993. 

This plasmid has a similar structure to pCMV/HBS 
but includes the Rous sarcoma virus (RSV) promoter 
instead .of the cytomegalovirus icm) promoter. 

Other plasipids may be: 

- pCMVHB-Sl.S2,S constructed by inserting the 
fragment Bgl II-Bgl II of the S gene, obtained from 
pCPlO, into a pBlueScript ' vector modified to contain 
supplementary cloning sites in the "polylinker" 
portion. The fragment containing the S gene was then 
removed by KpnI-BssH II digestion then cloned into the 
corresponding sites of pcDNA 3 (In vitrogen, Rad 
Systems Europe Ltd, Abingdon UK) so as to obtain 
pCMVHB-Sl,S2.S. This plasmid was filed under N*>I-1411 
with the CNCM. 

- PCMVHB-S2.S obtained by eliminating the pre-Sl 
part of the HBS gene f rom^ pCMVHB-Sl . S2 . S by Kpni/MstI 
digestion, then by bonding the tv;o extremities after 
treatment with SI nuclease. 

pCMVHB-S2.S was filed with the CNCM under N^I- 

1410. 



- pHBV-Sl.S2 .S, filed with the CNCM under N*:*!- 
1409, was obtained by inserting the S gene Bgl II- Bgl 
II fragment, obtained from pCPlO, into a pBlueScript 
vector modified to contain supplementary cloning sites 
in the "polylinker" portion. 

- --PBS-SKT-S1.S2.S codes for the three -envelope - 
proteins S, S-preSi and S-preS^-preSj of the HBV virus. 

The present invention further relates to 
nucleotide sequences corrprising a promoter homologous 
to . the host and another regulatory sequence for the 
expression of a gene or complementary DNA coding for 
one of the above mentioned proteins. 

The .present invention further relates to a vaccine 
or medicine containing at least one vector, or a 
nucleotide sequence, such as defined above. 

It further relates to a composition capable of 
inducing a cytotoxic response comprised of at least one 
nucleotide sequence expressed in the muscle cells and 
including a promoter such as defined above. 

It further relates to a non-lipid pharmaceutical 
composition for immunization against a viral infection' 
such as a hepatitis including, on the one hand, at 
least a substance capable of inducing a coagulating 
necrosis of the muscle fibres and, on the other hand, a 
vector such as described above or including one of the 
nucleotide sequences, comolete or partial, such as 
described above. By partial sequence is meant a 
sequence coding for at least 6 amino acids. 

Said substance is advantageously bupivacaine. 



Advantageously, said composition is characterized 
in that the vector is administered in the muscle of the 
individual to immunized, at least 5 days after the 
administration of the bupivacaine, and substantially in 
the same location. 

Such prior administration - of bupivacaine' 

surprisingly allows to increase the effectiveness of 
the vector administration as well as the immunization 
of the individual . 

Advantageously, the vector is administered ten 
days -after administration of. bupivacaine, and- 
substantially in the same location of the individual's 
muscle. 

The present composition may also contain additives 
which are compatible and pharmaceutically acceptable. 

Such composition is preferentially administered by 
intramuscular injection. The injection can be carried 
out using a syringe designed for such use or using a 
liquid jet gun such as described by FURTH et al. (1992, 
Anal. Biochem. 205, 365-368) . 

The quantity of bupivacaine required to obtain 
sufficient degeneration of the muscle tissue, in order 
to achieve optimal immunization, is in the order of 
0.10 mg to 10 mg per dose of injected composition. 

The quantity of vector to be injected in order to 
achieve optimal immunizatign of the individual against 
a hepatitis varies according to the protein coded by 
the gene carried by the vector. As an indication, 
between 0.1 and 1000 ng of vectors are injected per 
individual . 
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The vectors may be obtained by methods ■ known to 
those skilled in the art, in particular by synthesis or 
by genetic engineering methods. 

r 

Such methods are those described in particular in 
5 the technical manual : 

Maniatis. .T_ .et al.^-^1982 Molecular- Cloning, A 

Laboratory Manual, Cold Spring Harbour - Ed. New York. 

The present invention is illustrated by, without 
in any way being limited to, the following examples, in 
10 which: 

Figure 1 is a schematic representation of 
pRC/CMV-HBs plasmid. 

Figures 2A to 2D are schematic representations of 
pCrWHB-S, PCMVHB-S2.S. , pCMVHB-Sl . S2 . S and pHBV-Sl . S2 . S 
15 plasmids, respectively. 

Figures -3, 4 and 5 are schematic restriction maps 
for PCMVHB-S2.S, pCMVHB-Sl ."52 . S and pRSV-HBS plasmids, 
respectively. 

Figure 6 illustrates the secretion of antigenic 
20 HBs particles (HBs Ag) in ng/ml (ordinates) as a 
function of the number of days (abscissa), for cells 
carrying the pCMVHB-S, pCMVHB-Sl .S2 . S, pHBV-Sl . S2 . S , 
pSVS or PCMVHB-S2.S plasmids. 

Figures 7A and 7B illustrate the determination on 
25 some particles in Figure 6 of the presence of the preS^ 
and PreSj antigens using ^ respectively anti-preS^ and 
anti-preS2 antibodies. The formation of antibody- 
antigen complexes is shown by the optical density 
(ordinates) , as a function of antigen concentration. 
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Figures 8A to 8D represent the anti-HBS • responses 
(HBS Ab as ordinate, expressed as mUI/ml) and anti- 
preS2 (preS2 Ab as ordinate, expressed in O.D.) of mice 
vaccinated by pCMVHB-S (8A) , pCMVHB-S2.S (SB), pCMVHB- 
5 S1.S2.S (8C) and PHBV-S1.S2.S (8D) , respectively. 

Figure - 9 -illustrates— the- antibody response, IgG 
and IgM immunoglobulins (titre as ordinates) , of a 
mouse vaccinated by pCMVHB-S2,S as a function of the 
number of weeks . (abscissa) . 
0 Figures lOA to IOC represent the anti-group and 

ariti-aubtype ay responses induced by DNA from pCiMV-S. 
(DNA) or from the HBS antigen (prot) , respectively in 
mice BIO (lOA) , BIOS (lOB) and BIOM (IOC). 

Figures lOD to lOF represent the antigroup 
5 responses induced by DNA from pCMV-S (DNA) or from the 
HBS antigens (prot) , respectively in mice BIO (lOD) , 
BIOS (lOE) and BIOM (lOF) . • 

Figure 11 represents a linear restriction map for 
the pBS-SKT-Sl.S2.S plasmid. 

0 

EXAMPT.F. 1 : 

Induction — of antibodies against a hepatitis R 

surface antigen bv se c mential in-iect-inn of btinivacainp. 

and of a plasmi d carry i n g a aene ending for the Rntigpn 
5 1) Materials an d methnd.g 

1.1 Bupivacaine T^retrpatmf^nt 

All experiments were made on the muscles of the 
anterior tibia (AT) of mice C57BL/6J aged between 5 to 
7 weeks. 



A single degeneration-regeneration cycle of the 
muscle fibres is induced in the muscles of the anterior 
tibia of non-anaesthetized mice, by intramuscular 
injection of 50/il marcaine (bupivacaine 0.5%, DMSO 1%) 
sold by Laboratoires Astra, France. The solution is 
injected, using . a - tuberculosis syringe with a needle 
fitted into a polyethylene sleeve, in order to limit 
the penetration depth to 2mm. 

As marcaine is an anesthetic, injections into the 
right and left legs were performed at 10 to 30 minute 
intervals to prevent an overdose. 

1.2 DNA prpnaratinn 

The.plasmid used was constructed by cloning into a ' 
modified pBlueScript vector of the Xho I-Bgl II 
restriction fragment of the pCPlO plasmid which 
contains the gene coding for the HBS surface antigen 
and the non- translated sequences, both upstream and 
downstream, including the polyadenylation signal. 

The S gene was then recovered by digestion using 
KpnI-BssHII enzymes and the fragment was cloned into 
the site of the pRC/CMV vector sold by In Vitrogen. The 
final plasmid construction was called pCMV-HBS and was 
filed under N" I -13 70 with the CNCM. 

This plasmid is represented schematically in 
Figure 1. The CMV promoter is situated between the 288 
nucleotide which is the cl^eavage position of Mlul and 
the 896 nucleotide, which is the cleavage position of 
KpnI. The DNA fragment including the structural gene of 
the HBs antigen structure was cloned between the 896 
and 2852 nucleotides (position of BssH III) . 
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The HBs gene spreads between the 911 (Xhol 
position) and 2768 nucleotides (Bgl II position) 
respectively. 

The complete sequence for this plasmid is sequence 
5 SEQ ID N'^l. 

The purified plasmid DNA was prepared by standard" 

methods then redissolved in PBS buffer and stored at - 
20°C until the injection v;as performed. 
1.3 DNA inject -ion 
10 One to five days after the marcaine injection, DNA 

was injected into the same area, the mouse being 
anaesthetized using sodium pentobarbital (75mg/kg 
interper-itonal path) . 

The DNA solution v;hich contains SOfig of plasmid 
15 DNA and 50/zl of PBS buffer was injected by a single 
intramuscular injection through the skin into the 
anterior tibia muscles undergoing regeneration. 

The injections were performed bilaterally into the 
two legs of the mice, each animal thus receiving a 
20 total of 100/xg of recombinant plasmid DNA. As for the 
marcaine injection, the DNA solution was injected using 
the tuberculosis syringe with the needle described 
previously. 

A single intramuscular DNA injection was performed 
25 in each leg, 

2. Resultc; 

The results obtained are summarized in Table I 
below. 

They show very clearly that a DNA injection after 
3 0 treatment with marcaine allows a large number of seric 



14 



antibodies to be obtained against the hepatitis B. 
surface antigen. 

These results are surprising, from the analysis of 
the state of the art it was not inferred that a plasmid 
would allow the induction of anti-HBs antibodies which 
. could be found in the serum and thus allow-an effective - 
vaccination. 

The ease of application of the plasmid 
vaccination, and the fact that boosters would not be 
necessary, allows the consideration of a large scale 
vaccination. 
EXAMPT.R 9 • 

CQmpa r i ,son of the efficiPnry of ^ plasn-.-lH 

injection in the presence and ah.e^Pnr- g of i-ip -iHc;. 

A dose of lO/ig plasmid DNA from the SV40- 
lucif erase vector available commercially ( "pGL2- Control 
Vector" from Promega, reference El 11) , in BO^il of 
physiological solution was injected into the sucrose 
pretreated muscle following the method of David et al . 
(Hum. Gene Ther. 4:151-159 (1993)). The injected DNA is 
mixed, earlier with lipids such as 

dioctadecylamidoglycyl spermine (DOGS) or the following 
mixtures : DOGS + spermidine, and DOGS -f 
polyethyleneglycol (PEG) . The luciferase activity was 
determined 5 days after the injection. 

These results are showr^ in table 11 below. 

They show that the presence of lipids (DOGS) very 
reduces significantly the efficiency of the plasmid 
injection with respect to a composition with no lipids 
(control) . 



EXAMPLE 3; 

Comp^^riPOn — of — tlie — responses of mice? ann rahhi>fi f r^ 

plasmj(^p — carrying — different promoters p.r^ci Pnvelop p 

genes for the HBV virn.c;^ 

5 Four plasmids were constructed allowing the 

expression of one, two - or- three- envelope- proteins for 
the HBV virus. In three of the constructions (pCMVBH-S, 
PCMVHB-S2.S, pCMVHB-si.S2.S) the genes coding for the 
HBV virus envelope proteins are put under 

10 transcriptional control of the promoter of the CMV 
virus precursor genes (Figure 1, Figure 2A to 2C, 
Figures 3 and 4). The fourth plasmid (pHBV-Sl . 82 , S) 
uses the_ promoter for the HBV virus surface genes 
contained in the pre-Sl region of this virus (Cattaneo 

15 et al. (1983) Nature, 305, 336) (Figure 2D) as a 
transcriptional controlling element. In the four 
constructions, the polyadenylation signal used is 
contained in the HBV sequences present in 3 ' of the S 
gene . 

20 1. In vi.tro con trol of the vector efficiency . 

To control the efficiency of these vectors in 
vitro in eucaryote cells, mouse fibroblasts or 
myoblasts were transfected. A plasmid expressing the 
three envelope proteins under control of the SV40 

25 promoter (pSVS) was used as a control (Michel et al. 
1984, Proc. Natl, Acad. Sci. USA, 81, 7708-7712)). 
Figure 6 illustrates the secretion kinetics of the HBs 
particles in the culture supernatants . The low antigen 
levels produced by transfection of the pG-r^^B-Sl . S2 . S 

3 0 vector are compatible with a large degree of synthesis 
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of the large envelope protein starting from the CMV 
promoter. This protein being myristilised in its amino 
terminal region, is retained in the endoplasmic 
reticulum (Ganem, (1991), Current Topics in 
5 Microbiology and Immunology, 168, 61-83) . Retention in 
the cell, of proteins, carrying .^t he. pre-Sl -determinants 
was confirmed by immunofluorescence. 

The composition of the secreted particles was 
analyzed in an ELISA sandwich system using as capture 

10 antibodies a monoclonal mouse antibody specific to the 
pre-Sl .(Figure 7A) or pre-S2 (Figure 7B) determinants 
as capture antibodies and rabbit anti-HBs polyclonal 
serum as second antibodies. These experiments show that 
the AgHBs particles produced starting from pCMVHB- 

15 S1.S2.S vector carry pre-Sl and Pre-S2 determinants 
showing the presence of the large and medium envelope 
proteins of the HBV virus. .Particles secreted after the 
transfection of the pCMVHB-S2.S and pHBV-Sl.S2.S 
vectors carry, in addition to the HBs determinants, 

20 pre-S2 determinants characteristic of the medium 
envelope proteins . 
2) DNA inoculation 

DNA purified on a Quiagen column was injected by 
an intramuscular path in a single injection of 100;/g 

25 (50/zg/leg) in the anterior tibia muscle of mice C57/BL6 
(8 mice per group) . Five days prior to the injection, 
the muscle was pretreated with cardiotoxin in order to 
induce degeneration followed by regeneration of the 
muscles cells thus favoring the DNA capture by these 

30 cells. 
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The DNA injection experiments were also carried 
out for. rabbits. In this case, pGT\rHB-S DNA was 
administered into normal muscle without degeneration, 
either by using an injection gun without needle called 
5 Biojector^' by conventional syringes fitted with 

needles . 

3^ Ant i -Hbs resoonRen for nr i cfi varri n ated wi>h n]<rfi 
An anti-HBs antibody response is induced by a 
single injection of one or other of the four plasmids 
10 used. 

The antibody response was analyzed using a 
commercial anti-HBs antibodies detection kit (Monolisa 
anti-HBs^ Diagnostic Pasteur) . Anti-?reS2 antibodies 
are detected by an ELISA system using, on the solid 
15 phase, a peptide from the pre-S2 (AA 120-145) region on 
the solid phase corresponding to a B major epitope 
carried by this area (Neuarth et al., (1^85), Nature, 
315, 154) . 

Figures 8A to 8D illustrate the anti-HBs (HBs-Ab) 
20 response kinetics expressed in milli-international 
units/ml and the anti-pre-S2 response (pres2Ab) 
determined as optical density (492nm) for l/lOO diluted 
serums. Detection was carried out using a mouse anti- 
immunoglobulin antibody (IgG) coded with peroxidase. 
25 The injection of the pCMVHB-S plasmid (Figure 8A) 

induces a constant anti-HBs antibody synthesis. 
Seroconversion was observed in 100% of mice from one 
week after the injection with an antibody average level 
of 4 8mUI/ml (from 12 to 84 mUI/ml, standard deviation 
30 (SD) =28) , which is 4 to 5 times superior to the 



threshold required in nan to provide protection 
(10 mUI/ml) . 

The induced response for a single injection of 
ff 

pCMVHB-S2.S plasmid (Figure 8B) is characterized by the 
5 very early apparition of anti-HBs antibodies. These 
antibodies reach an average level of 439-mUl/ml- (from 
104 to 835 mUI/ml; SD = 227) at one week then reduce 
before increasing again to reach the initial level at 
13 weeks. The significance of this antibody peak will 

10 be. discussed later. A peak for anti-pre-S2 IgG 
antibodies is observed at two weeks. 

The appearance of anti-HBs antibodies induced by 
injection of pCMVHBV-Sl . S2 . S plasmids (Figure 8C) and 
pHBV-Sl.S2.S (Figure BD) is slightly delayed as the 

15 mice only seroconvert to 100% after two weeks. The 
seroconversion profile is identical, it is 
characterized by an initial response which is specific 
to the pre-S2 antigen followed by an anti-HBs response 
which gradually increases to reach a level of 

20 488 mUl/ml (from 91 to 1034 mUl/ml; SD=552) (pCMVHB- 
S1.S2.S) and 1725 mUI/ml (from 143 to 6037 mUI/ml; 
SD=1808) (pHBV-Sl.S2.S) at 13 weeks. 

4) Anti-HBS re^ponf ?^ of rabbits injected with DNA 
Results presented in tables III and IV show that 

25 the antibody levels detected at 8 weeks in rabbits 
immunized using the Biojector are significantly higher 
than those obtained by a DNA injection by needle. 

5) Qualitative analyses of the h u m oral r e s ponse 
ELISA systems applied to the solid phase of the 

3 0 HBs antigens of varying composition with respect to' the 



determinants presented on the solid phase and using 
mouse antibodies specific to IgM or IgG as second 
antibodies gave a qualitative analysis of the antibody 

9 

response that v/as achieved. 
5 In all cases, the single injection of DNA in mice 

is . characterized by the early - appearance- -of AgHBs " 
specific IgM followed immediately by conversion to IgG 
isotype antibodies which is . characteristic of the 
memory response induced by the auxiliary T cells. The 

10 antibody response to the DNA injection is characterized 
by its -prematurity. Indeed, seroconversion is achieved 
8 to 15 days after the injection depending on the DNA 
type used and in all cases the plateau is achieved in 
four weeks and maintained constantly over a period of 

15 12 weeks. 

The use of the heterologous sub- type HBs antigens 
(ad) fixed on ELISA plates .allows . the 
formation/detection of the presence, in the serum of 
immunized mice, of antibodies specific to the anti-a 

20 group, and by difference in reactivity with respect to 
AgHBs of the same sub-type (ay) , of antibodies specific 
to the anti-y sub-type. The presence of antibodies 
specific to determinants of the AgHBs group is very 
important as the former are capable of giving 

25 protection against the heterologous sub-type virus 
during virulent tests in chimpanzees (Szmuness et al . 
(1982) N. Engl. J. Med, 307, 1481-1486). 

Analysis of the response induced by the pCMV-S2.S 
vector shows that it has a remarkable similarity with 

30 the one which can be observed in man during infection. 



It is characterized by an extremely early (8 days) peak 
for IgM which is specific to the pre-S2 region 
immediately followed by conversion to anti-pre-S2 IgG 
(Figure 9) . This response is followed by the appearance 
of IgM then IgG anti-HBs antibodies. The anti-HBs 
antibody production - is -constant- -and- reaches- -a- maximum 
after 4 weeks. At 13 weeks IgG anti-HBS and anti-pre-S2 
remain at a constant level. 

The ant i- sub -group (y) response precedes that of 
the anti-group response (a) in the same way as that 
described for the vaccination with the- recombinant 
vaccine (Tron et al., (J. Infect. Dis.160, 199-204). 

The. response obtained with the three other DNA 

vaccines illustrates the commutation of class IgM > 

IgG which is characteristic of the secondary response. 
The response being first of all directed against the 
sub- type before being "against the ..AgHBs group 
determinants . 

The long term response which was studied for 
pCMVHB-S DNA shows that the antibody peak is reached 
within 3 months and this remains at a constant level 6 
months later (Table V) . 

6-. Genetic varrinp and nnn-rftspnnsp. 

The high number of non-responders to the classical 
vaccine (2.5 to 5%) remains a major problem for 
vaccination against hepatitis B. It has been possible 
to correlate the non-response in man to certain HLA 
types (Krustall et al., (1992) J. Exp. Med. 175, 495- 
502) and to a defect in the antigen presentation or 
stimulation of the auxiliary T cells. 



To study the possible impact of the genetic 
vaccination on the AgHBs non-response, a range of mice 
strains were used for which the response to various HBV 
virus envelope proteins is controlled genetically and 
has been well characterized by Millich et al . (1986 J. 

Immunol. ._137, 315) The pCMVHB-S construction 

previously described was injected into BIO BIO.S 
(H-2^) and BIO.M {H-2^) mice muscles. 

The BIO strain responds to the three virus 
envelope proteins, the BIO.S strain does not respond to 
AgHBs but this non-response can be overcome by 
immunization with HBsAg antigens which are carrying 
pre-S2 determinants. The BIOM strain is totally non- 
responsive to both HBs and pre-S2 antigens. A response 
for the latter strain can be achieved by immunization 
using AgHBs carrying pre-Sl determinants. 

The mice immunized by the DNA received a single 
injection (lOO^g) in the regenerating muscle. Control 
mice were injected with two intraperitonal injections 
of protein at an interval of one month, the first of 
2/ig AgHBs to which the complete Freund additive (CFA) 
was added and the second of 2/ig AgHBs to which the 
incomplete Freund additive (IFA) was added. 

The results obtained for pCMVHB-S are illustrated 
by Figures lOA to lOF. 

- In the BIO strain (good responder) the DNA 
induced response is earlier than that induced by the 
protein after a single injection. 

- The appearance of anti-KBs antibodies sub- type 
specific then group specific after immunization with 



pCMVHB-S DNA was observed in the BIOS strain (non- 
re sponder to AgHBS in the absence of pre-S2) . Group 
specific anti-HBs antibodies are observed in HBs 
protein immunized mice only after the second injection. 

- A group and sub-type specific anti-HBs response 
-is obtained --.for DNA ~ immunization- of strain BIOM (non- 
responder to AgHBs in absence of pre-Sl) whereas only a 
sub- type specific response is induced by the protein 
with two injections being required. 

The response induced by the three vector types is 
compared in the three mice strains. 

It is generally thought that the humoral response 
to HBs antigens is sufficient by itself to give 
protection. The presence of antibodies directed against 
other determinants (pre-Sl and pre-S2) carried by the 
virus envelope proteins, themselves protectors, could 
improve the response quality. The experiments reported 
here as " a whole illustrates that the humoral response 
induced by the genetic anti-hepatitis B vaccination is 
greater in several fields than that which can be 
achieved for the classical vaccination. 

In terms of seroconversion levels: the 100% level 
is obtained, after only one injection, from day 8 for 
mice immunized with pCMV-HBS DNA and pCMVHB-S2.S. 

In terms of response level: the 10 mUl/ml 
threshold level, considered sufficient to give 
protection in man, is always greatly exceeded. 

In terms of the speed of response: in 8 days a 
very high level of anti-pre-S2 antibodies is obtained 



for the PCMVHB-S2.S vector and it is known - that the 
former are capable of giving protection by themselves 
(Itoh et al., (1986) Proc. Natl. Acad. Sci. USA 83, 
9174-9178) . 

In terms of response stability: anti-HBs anti- 
bodies remain -constant at a high level for more than 6 
months . 

In terms of response quality: type IgG antibodies 
characteristic of a response v;hich is dependent on the 
auxiliary T cells and therefore on a memory response 
are obtained. 

In terms of anti-viral activity: the antibodies 
are specific to the viral sub-type but especially group 
specific and therefore susceptible to giving a cross 
protection. 

In terms of biological significance: the response 
profile obtained by pCMVHB-S2.S immunization mimes 
totally that which is observed in man after a resolved 
viral infection. 
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SEOUENCK.q T.TfiT 



(1) GENERAL INFORMATION: 
APPLICANT : 

(A) NAME: INSTITUT PASTEUR 

(B) STREET: 28, rue du Docteur Roux 

(C) TOWN: PARIS 

(D) COUNTRY: FRANCE 

(E) POST CODE: 75724 
15 

(ii) TITLE OF THE INVENTION: Nucleotide vector, 
composition containing such vector and, vaccine for 
immunization against hepatitis 

20 (iii) NUMBER OF SEQUENCES: 1 

(iv) COMPUTER READABLE FORMAT: 

(A) SUPPORT TYPE: Floppy disk 

(B) COMPUTER: IBM PC compatible 

25 (C) COMPUTER SYSTEM: PC-DOS/MS-DOS 

(D) S0FTV7ARE: PatentIn Release #1.0, Version 
#1.25 (OEB) 



(i) 

10 



(2) INFORiMATION FOR SEQ ID NO: 1: 

(i) SEQUENCE CHARACTERISTICS 

■ 

(A) LENGTH: 5618 base pairs 

(B) TYPE: nucleic acid 

(C) NUMBER OF STRANDS : • double 

(D) CONFIGURATION: circular 

(ii) MOLECULE TYPE: DNA . (genomic) 
(iii) HYPOTHETICAL: NO 

(vi) ORIGIN: 

(B) STRAIN: pRCCMV-HBS 

(xi) SEQUENCE DESCRIPTION: SEQ ID 

GACGGATCGG GAGATCTCCC GATCCCCTAT GGTCGACTCT 
CAGTACAATC TGCTCTGATG CCGCATAGTT AAGCCAGTAT 
CTGCTCCCTG CTTGTGTGTT GGAGGTCGCT GAGTAGTGCG 
CGAGCAAAAT TTAAGCTACA ACAAGGCAAG GCTTGACCGA 
CAATTGCATG AAGAATCTGC TTAGGGTTAG GCGTTTTGCG 
CTGCTTCGCG ATGTACGGGC CAGATATACG CGTTGACATT 



GATTATTGAC TAGTTATTAA TAGTAATCAA TTACGGGGTC 280 
ATTAGTTCAT AGCCCATATA TGGAGTTCCG CGTTACATAA 320 
CTTACGGTAA ATGGCCCGCC TGGCTGACCG CCCAACGACC 360 
CCCGCCCATT GACGTCAATA ATGACGTATG TTCCCATAGT 400 
AACGCCAATA GGGACTTTCC ATTGACGTC A_ ATGGGTGGAC 440 
TATTTACGGT AAACTGCCCA CTTGGCAGTA CATCAAGTGT 4 80 
ATCATATGCC AAGTACGCCC CCTATTGACG TCAATGACGG 520 
TAAATGGCCC GCCTGGCATT ATGCCCAGTA CATGACCTTA 560 
TGGGACTTTC CTACTTGGCA GTACATCTAC GTATTAGTCA 60 0 
TCGCTATTAC CATGGTGATG CGGTTTTGGC AGTACATCAA 640 
. TGGGCGTGGA TAGCGGTTTG ACTCACGGGG ATTTCCAAGT 68 0 
CTCCACCCCA TTGACGTCAA' TGGGAGTTTG TTTTGGCACC 720 
AAAATCAACG GGACTTTCCA AAATGTCGTA ACAACTCCGC 7 60 
CCCATTGACG CAAATGGGCG GTAGGCGTGT ACGGTGGGAG 800 
GTCTATATAA GCAGAGCTCT CTGGCTAACT AGAGAACCCA 840 
CTGCTTAACT GGCTTATCGA AATTAATACG ACTCACTATA 88 0 
GGGAGACCCA AGCTTGGTAC CGGGCCCCCC CTCGAGGATT 92 0 
GGGGACCCTG CGCTGAACAT GGAGAACATC ACATCAGGAT 9 60 
TCCTAGGACC CCTTCTCGTG TTACAGGCGG GGTTTTTCTT 1000 
GTTGACAAGA ATCCTCACAA TACCGCAGAG TCTAGACTCG 104 0 
TGGTGGACTT CTCTCAATTT TCTAGGGGGA ACTACCGTGT 1080 
GTCTTGGCCA AAATTCGCAG TCCCCAACCT CCAATCACTC 1120 
ACCAACCTCT TGTCCTCCAA CTTGTCCTGG TTATCGCTGG 1160. 
ATGTGTCTGC GGCGTTTTAT CATCTTCCTC TTCATCCTGC 1200 
TGCTATGCCT CATCTTCTTG TTGGTTCTTC TGGACTATCA 1240 
AGGTATGTTG CCCGTTTGTC CTCTAATTCC AGGATCCTCA 1280 
ACAACCAGCA CGGGACCATG CCGGACCTGC ATGACTACTG 1320 
CTCAAGGAAC CTCTATGTAT CCCTCCTGTT GCTGTACCAA 1360 
ACCTTCGGAC GGAAATTGCA CCTGTATTCC CATCCCATCA 1400 
TCCTGGGCTT TCGGAAAATT CCTATGGGAG TGGGCCTCAG 144 0 
CCCGTTTGTC CTGGCTCAGT TTACTAGTGC CATTTGTTCA 14 80 
GTGGTTCGTA GGGCTTTCCC CC ACTGTTTG dCTTTCAGTT 1520 
ATATGGATGA T6TGGTATTG GGGGCCAAGT CTGTACAGCA 1560 
TCTTGAGTCC CTTTTTACCG CTGTTACCAA TTTTCTTTTG 1600 
TCTTTGGGTA TACATTTAAA CCCTAACAAA ACAAAGAGAT 1640 



GGGGTTACTC 


TCTAAATTTT 


ATGGGTTATr; 
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TP 21TTPP liTP 
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TTATGGGTCC 
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TCCTATTA AP 
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1950 


CAAGTGTTTG 
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iCjGGGCTTGG 
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TCATGGGCCA 


TPAGPC^PATr: 




1 tcggctcc 


2040 


TCTGCCGATC 


CATAPTf^PPn 






r\ a r\ 
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GCTCGCAGCA 


GGTCTGGAGP 


A A AP ATTAnnr* 


(a JLb A 1 A 
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ACTCTGTTGT 


CCTATPPPHP 
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GCTGCTAGGC 


TGTGCTGPP A 
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TCCTTTGTTT 


APGTPPPPTP 




cctgcggacg 
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ACCCTTCTCG 
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2280 


CCGTCTGCCG 
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TGGACTCTCA 


GPAATGTP A A 


PPZiPPPAPPT 


9 A R n 

^4 O U 


TGAGGCATAC 


TTCAAAGACT 


GTTTGTTTA A 

wx XXV3X X X fvrV 


APAPTPPPAP 


9 c: *5 n 
Z D U 


GAGTTGGGGG 


AG GAG ATT AG 


GTTA A APPTP 


TTTPT APT A P 
X X XoXAUXAo 


O c: (T n 
Z 3 0 U 


GAGGCTGTAG 


GCATAAATTG 


GTPTGPGP AP 
w X w X WW w wr\w 


w AvjwAl^V^AXo 


o n n 

Z 0 u U 


CAACTTTTTC 


ACCTCTGCCT 


AATCATCTCT 


TPTTP ATPTP 

XUX XVh-c^XwXW 


^ O *x VJ 


CTACTGTTCA 


AGCCTCCAAG 


CTGTGCCTTG 


GGTGGPTTTG 

vj X w w^« XXX vJ 


^ u o u 


GGGCATGGAC 


ATCGACCCTT 


ATAAAGAATT 


TGGAGPTAPT 

X w wf^vTW X^^W X 
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CAGTACGAGA 


TCTGGCCAGG 


ATCCACTAGT 


TCTAGAGPGG 


2800 

X. CJ W \J 






UAbUi i i i b x 


TCCCTTTAGT 


2840 


GAGGGTTAAT 


TGCGCGCATG 


CCCGACGGCG 


AGGATCTCGT 


2880 


CGTGACCCAT 


GGCGATGCCT 


GCTTGCCGAA 


TATCATGGTG 


2920 


GAAAATGGCC 


GCTTTTCTGG 


ATTCATCGAC 


TGTGGCCGGC 


2960 


TGGGTGTGGC 


GGACCGCTAT 


CAGGACATAG 


CGTTGGCTAC 


3000 


CCGTGATATT 


GCTGAAGAGC 


TTGGCGGCGA 


ATGGGCTGAC 


3040 



CGCTTCCTCG TGCTTTACGG 
AGCGCATCGC CTTCTATCGC 
AGCGGGACTC TGGGGTTCGA 

* 

CCAACCTGCC ATCACGAGAT 
CTATGAAAGG TTGGGCTTCG 
GGCTGGATGA TCCTCCAGCG 
TCTTCGCCCA CCCCAACTTG 
TTACAAATAA AGCAATAGCA 
GCATTTTTTT CACTGCATTC 
TCATCAATGT ATCTTATCAT 
GAGAGCTTGG CGTAATCATG 
GAAATTGTTA TCCGCTCACA 
CGGAAGCATA AAGTGTAAAG 
AGCTAACTCA CATTAATTGC 
TCCAGTCGGG AAACCTGTCG 
CGGCCAACGC GCGGGGAGAG 
TCTTCCGCTT CCTCGCTCAC 
TTCGGCTGCG GCGAGCGGTA 
AATACGGTTA TCCACAGAAT 
AACATGTGAG CAAAAGGCCA 
AAAAGGCCGC GTTGCTGGCG 
CCCTGACGAG CATCACAAAA 
TGGCGAAACC CGACAGGACT 
CCCCTGGAAG CTCCCTCGTG 
GCCGCTTACC GGATACCTGT 
AGCGTGGCGC TTTCTCAATG 
GTTCGGTGTA GGTCGTTCGC 
CGAACCCCCC GTTCAGCCCG 
AACTATCGTC TTGAGTCCAA 
CGCCACTGGC AGCAGCCACT 
GAGGTATGTA GGCGGTGCTA 
CCTAACTACG GCTACACTAG 
GCGCTCTGCT GAAGCCAGTT 
TAGCTCTTGA TCCGGCAAAC 
GGTTTTTTTG TTTGCAAGCA 



TATCGCCGCT CCCGATTCGC 3080 
CTTCTTGACG AGTTCTTCTG 3120 
AATGACCGAC CAAGCGACGC 3150 
TTCGATTCCA CCGCCGCCTT 3200 • 
GAATCGTTTT CCGGGACGCC 3240 
CGGGGATCTC ATGCTGGAGT 3280 
TTTATTGCAG CTTATAATGG 3320 
TCACAAATa?T CACAAATAAA 3 3 SO 
TAGTTGTGGT TTGTCCAAAC 34 00 
GTCTGGATCC CGTCGACCTC 3440 
GTCATAGCTG TTTCCTGTGT 34 80 
ATTCCACACA ACATACGAGC 3520 
CCTGGGGTGC CTAATGAGTG 3560 
GTTGCGCTCA CTGCCCGCTT 3600 
TGCCAGCTGC ATTAATGAAT 3640 
GCGGTTTGCG TATTGGGCGC 3680 
TGACTCGCTG CGCTCGGTCG 3720 
TCAGCTCACT CAAAGGCGGT 3760 
CAGGGGATAA CGC AGGAAAG 3800 
GCAAAAGGCC AGGAACCGTA 3840 
TTTTTCCATA GGCTCCGCCC 3880 
ATCGACGCTC AAGTCAGAGG 3920 
ATAAAGATAC CAGGCGTTTC 3960 
CGCTCTCCTG TTCCGACCCT 4000 
CCGCCTTTCT CCCTTCGGGA 4040 
CTCACGCTGT AGGTATCTCA 4080 
TCCAAGCTGG GCTGTGTGCA 4120 
ACCGCTGCGC CTTATCCGGT 4160 
CCCGGTAAGA CACGACTTAT 4200 
GGTAACAGGA TTAGCAGAGC 4240 
CAGAGTTCTT GAAGTGGTGG 4280 
AAGGACAGTA TTTGGTATCT 4 320 
ACCTTCGGAA AAAGAGTTGG 4 360 
AAACCACCGC TGGTAGCGGT 4400 
GCAGATTACG CGCAGAAAAA 4440 
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TTGATCTTTT 


CTACGGGGTC 


4480 


i vjAv- i LAG 

1 


TGGAACGAAA 
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AGGGATTTTG 
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TATCAAAAAG 
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TAGATCCTTT 


4560 
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AAATCAATCT 


AAAGTATATA 


4600 


JLLt ALt i AAACT 


TGGTCTGACA 


GTTACCAATG 


CTTAATCAGT 


4640 


?v X m X 
VjAUVaL-ACCTA 


TCTCAGCGAT 


CTGTCTATTT 


CGTTCATCCA 


4680 


'PA OTTTi/^ ^ rp 


ACTCCCCGTC 


GTGTAGATAA 


CTACGATACG 


4720 


IpVj AVaGtaV- i i A 
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CCAGTGCTGC 


AATGATACCG 


4760 
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TCAGCAATAA 
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ALLAGCCAGC 
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GTGGTCCTGC 


4840 


..AAC- i i T ATCC 
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TTGTTGCCGG 


48B0 


G AAGL U AGAG 


TAAGTAGTTC 


GCCAGTTAAT 


AGTTTGCGCA 


4920 


AL-Gi. J. G^ xGC 


CATTGCTACA 


GGCATCGTGG 


TGTCACGCTC 


4960 


GiGGi J. IGG i 


ATCGCT-TCAT 


TCAGCTCCGG 


TTCCCAACGA 


5000 


± ^ AALaVjL-GAG 


i jLAGATGATC 


CCCCATGTTG 


TGCAAAAAAG 


5040 


UVjLj 1 1 AGG XG 


CTTCGGTCCT 


CCGATCGTTG 


TCAGAAGTAA 
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TCATGGTTAT 


GGCAGCACTG 
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5160 




X ort Vj 1 AV- i U A 


A /^/^ A A r^rnr^ x m 

ALCAAGTCAT 


TCTGAGAATA 
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AGIgaTCTTC 
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5400 


GCGTTTCTGG 


GTGAGCAAAA 


ACAGGAAGGC 


AAAATGCCGC 


5440 


AAAAAAGGGA 


ATAAGGGCGA 


CACGGAAATG 


TTGAATACTC 


5480 


ATACTCTTCC 


TTTTTCAATA 


TTATTGAAGC 


ATTTATCAGG 


5520 


GTTATTGTCT 


CATGAGCGGA 


TACATATTTG 


AATGTATTTA 


5560 


GAAAAATAAA 


CAAATAGGGG 


TTCCGCGCAC 


ATTTCCCCGA 


5600 


AAAGTGCCAC 


CTGACGTC 






5618 



CLAIMS 

1. Nucleotide vector comprising at least : 

.- a gene or complementary DNA coding -for at least 
a portion of a virus protein, and 

- a promoter allowing the expression of the gene 
in the muscle cells. 

2. Vector according to claim 1, characterized in 
that the virus is that of a hepatitis. 

3. Vector according to claim 1, characterized in 
that it does not replicate in the cells. 

4. Vector according to claim 1, characterized in 
that the gene codes for at least a portion of the 
hepatitis B virus protein. 

5. Vector according to claim 4, characterized in 
that the protein is the S, S-preSj or S-preSj-PreS^ 
protein. 

6. Vector according to claim 4, characterized in 
that the gene is the S gene. 

7. Vector according to claim 1, characterized in 
that the virus is that of hepatitis A or a non-A, non-B 
hepatitis, such as hepatitis C, E or delta. 

8. Vector according to claim 1, characterized in 
that the promoter is the c^^tomegalovirus promoter. 

9. Vector according to claim 1, characterized in 
that it is the pCMV-HBS plasmid filed under N° 1-1370 
with the CNCM on 21 October 1993. 



10. Vector according to claim 1, characterized in 
that it is the pCMV-HBS-Sl.S2.S plasmid filed with the 
CNCM under N° 1-1411. 

ff 

11. Vector according to claim 1, characterized in 
5 that it IS the pCMVHB-S2.S plasmid filed with the CNCM 

under N° 1-1410 . . , _ _ 

12. Vector according to claim 1, characterized in 
that it is the pRSV-HBS plasmid filed under N° 1-1371 
with the CNCM on 21 October 1993. 

10 13. Vector according to claim 7, characterized in 

that the promoter is that of the HBV virus surface 
genes . 

14. Vector according to claim 13, characterized in 
that it is the pHBV-Sl,S2.S plasmid filed at the CNCM 

15 under N° 1-1409. 

15. Vector according to claim 7, characterized in 
that it includes an internal promoter. 

16. Vector according to claim characterized in 
that it comprises a cytoskeleton protein promoter. 

20 17. Vector according to claim 16, characterized in 

that it comprises the desmine promoter. 

18. Vector according to claim 16, characterized in 
that the promoter is homologous to the host to which 
the vector must be administered. 

25 19. Vector according to claim 1, characterized in 

that it comprises the genes coding at least in part for 
the HIVl virus gpl60 protein associated to the p25 
protein and/or the p55 protein and/or the pl8 protein. 
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20. Vector according to claim 1, characterized in 
that it comprises at least one gene coding for the HIVi 
virus Rev protein. 

21. Nucleotide sequence comprising a promoter 
homologous to the host and another regulatory sequence 
for the.expression of-a-gene-or-a DNA coding complement 
for S, S-preS2 or S-preSl-preS2 . 

22. Nucleotide sequence, comprising a promoter 
homologous to the host and another regulatory sequence 
for the expression of a gene or a complementary DN.z^ 
cdding. for the gpl60 protein associated with p25 and/or' 
p55 and/or pl8. 

23. Nucleotide sequence comprising a promoter 
homologous to the host and another regulatory sequence 
for the expression of a gene or a DNA coding complement 
for the Rev protein. 

24. Vaccine, characterized in that it contains at 
least one vector according to claim 1 or a nucleotide 
sequence according to claim 21. 

25. Composition capable of inducing a cytotoxic 
response formed by at least one nucleotide sequence 
expressed in the i^uscle cells and including a promoter 
such as those defined in the claim 15. 

26. Non-lipid pharmaceutical composition to be 
25 used in the immunization against a viral infection such 

as a hepatitis comprising of at least on the one hand a 
substance capable of inducing a coagulating necrosis of 
the muscle fibres and on the other hand a vector 
according to claim 1 or including the nucleotide 
sequence, complete or partial, according to claim 21. 
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27. Composition according to claim 26, 
characterized in that the substance is bupivacaine. 

28. Composition according to claim 27 
charact4rized in that the vector is administered into 
the muscle of the individual to be immunized, at least 
five, days after the administration of bupivacaine, more 
or less in the same area. 

29. Composition according. to claim 28, 
characterized in that the vector is administered 10 
days after administration of bupivacaine. 

30: Composition according to one of the claims 26 
to 29, characterized in that the administration is 
carried out by intramuscular injection. 

31. Composition according to claim 30, 
characterized ik that the intramuscular injection is 
carried out using a liquid jet gun. 
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